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Tel: 760-603-2587 pseth@ionisph.com Table S1 . Chemical composition and analytical data for ASOs Scheme S1. Synthesis of Tracer GN3-SulfoCy5-Tracer S3 GN3-SulfoCy5-Tracer S3 + Gal Figure S1 . Binding of 1.25 nM GN3-sulfoCy5 tracer S3 to ASGR in microsome preparation. Addition of 1 mM galactose was able to abolish binding curve demonstrating specific binding of GN3-SulfoCy5-Tracer S3. ASGR is a constitutively internalizing receptor which localizes in clathrin coated pits on the basolateral membrane of hepatocytes. The GalNAc sugar binds a calcium ion within the shallow solvent exposed sugar binding pocket of ASGR1 while the single stranded ASO can interact with several solvent exposed basic amino acids side chains of ASGR1. In addition, the nucleobases can potentially participate in stacking hydrophobic interactions with aromatic amino acid side-chains. These interactions can presumably be facilitated by the flexible single stranded and negatively charged ASO. Association of GalNAc conjugated and unconjugated ASOs with the ASGR can further promote internalization into hepatocytes via clathrin mediated endocytosis.
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